element with two nucleotidic changes compared to Tn6194 was detected. This element 31 was transferred by filter-mating assays to recipient strains of C. difficile belonging to PCR-32 ribotype 009 and 027, and to a recipient strain of Enterococcus faecalis. In this study, we characterized the element of a C. difficile PCR-ribotype 001 clinical 62 isolate and we investigated its intra and inter-species transfer capacities by transferring it 63 to recipient strains of C. difficile and E. faecalis.
Bacterial strains, culture conditions and antibiotic susceptibilityextract and 0.1% L-cysteine (BHIS). C. difficile was grown at 35°C in anaerobic conditions 69 (85% N 2 , 10% H 2 , 5% CO 2 ) and E. faecalis at 37°C in aerobic conditions. Erythromycin 70 and rifampicin were used at a final concentration of 20 mg/L. 71
Minimal Inhibitory Concentrations (MICs) were determined using the Etest (AB Biodisk, 72 Solna, Sweden) as already described. The breakpoint used for both erythromycin and 
Filter-mating assays 79
Filter-mating experiments were performed as already described (Farrow et al., 2001 
Genome sequencing 104
Single-end multiplex libraries were created with multiplexed protocol according to the 105 manufacturer's specification; the sequencing was performed on the Illumina HiSeq 2000 106 platform. The read length was 110-bp for both C. difficile CII7 and C. difficile 107 CII7xCD37(A). Then reads were assembled de novo into contigs using Velvet (Zerbino & 108 Transconjugants were selected from independent experiments to exclude the possibility of 141 analysing siblings. Filter-mating assays were also performed using C. difficile CII7 or each 142 one of the four transconjugants CII7xCD37 as donor, and the MLS B -susceptible E. faecalis 143 JH2-2 strain as recipient (MICs = 0.38 mg/L for erythromycin and 8.0 mg/L for 144 clindamycin). Transfer was achieved at a frequency of 1.74 ± 1.91 10 -6 per donor. Twogenome of C. difficile CD37 and CD196 at different sites, whereas a unique insertion site 151 in the genome of E. faecalis JH2-2 was observed (Fig. 2) . 152
The genome of the transconjugant CII7xCD37a was completely sequenced and compared 153 to that of CD37 (GenBank accession number AHJJ01). The transposon was detected 154 within a copy of the 23S rRNA gene, and no other genetic material from strain CII7 was 155 detected in CII7xCD37a. The integration site of the element was also determined in all 156 transconjugants by sspPCR and confirmed by subsequent PCR and Sanger sequencing. 157
In total, seven different insertion sites were detected in the eight C. difficile 158 transconjugants examined, whereas a unique insertion site was identified in the ten E. 159 faecalis transconjugants analysed. All target sites of the element contained a central AG 160 dinucleotide (Table 2) . CII7xCD196Rb. In all E. faecalis transconjugants, the transposon was always located 169 within a copy of the tRNA Arg gene. Although no genomic data were available about strain 170 JH2-2, it can be hypothesised that, like E. faecalis V583 and OG1RF (Genbank accessionthe tRNA Arg gene. Interestingly, the element always integrated the same locus (Fig. 2) . In 173 CII7 and in all transconjugants obtained in this study, the transposon was able to excise 174 from the genome and form a circular intermediate, restoring the original target site (data 175 not shown). 176 tetracycline, has been successfully transferred to E. faecalis JH2-2 (Jasni et al., 2010), this 184 is the first evidence of transfer of MLS B resistance between these two species, at our 185
knowledge. 186
There are clear differences of behaviour between conjugative transposons, most likely due 187 to their respective recombination modules and to the recipient strain used. While Tn916 188 has a highly preferred insertion site in C. difficile CD37, it can integrate the genome of C. transconjugants CII7xJH2-2, (CII7xCD37a)xJH2-2, (CII7xCD37b)xJH2-2, (CII7xCD37c)xJH2-2 and (CII7xCD37d)xJH2-2, respectively.
